Letters

Authors' reply
We have read the letter of Gebhardt and Moolenaar with great interest and congratulate them on achieving low imprecision of VLDL measurement. Our aim was to adapt the established procedure of the Lipid Research Clinics Programme (LRC)I to smaller volumes of plasma and, at the same time, to establish a maximally simple procedure for use in the busy routine laboratory. Their procedure, while producing impressively low imprecision on VLDL-C measurement is more labour-intensive than ours (two spins instead of one, use of two density solutions). The use of calculated VLDL values (total cholesterol-infranate cholesterol in our method) have been established by the LRC, and if the imprecision of total cholesterol, HDL and LDL cholesterol measurements is low (as was the case in our study), it is sufficient for clinical purposes. We also wish to point out that in four out of six samples in our imprecision experiment VLDL-C concentrations were much lower than these in the experiment of Gebhardt and Moolenaar. This could have adversely affected imprecision. We would also be interested to know what the imprecision of their measurement was on samples from individuals with moderate to severe hypertriglyceridaemia (triglyceride levels above 3 mmollL). Without doubt, in research studies planned to investigate VLDL metabolism on small plasma samples, their modification of the ultra-centrifugation procedure could be very useful.
S mention that there are four published procedures for simple chemical measurement of c5-bilirubin; 'simple' means here that no special equipment is needed to perform such manual, somewhat time-consuming, procedures. Two of the four published procedures are based on diazotation of bilirubins in whole serum, in the presence of sulphanilic acid? or of ethyl antranylate," followed by spectrophotometric measurement of the azopigments thereby obtained, after separation by anion exchange chromatography/ or solvent partition." The two alternative procedures are based instead on preliminary separation of c5-bilirubin, by protein precipitation/solvent extraction' or by gel-filtration chromatography.s-? followed by diazoreaction (sulphanilic acid in both cases) and spectrophotometry. Since only half of the azopigments deriving from c5-bilirubin contribute to the signal in the two former methods, they are less sensitive than the latter two.
The last mentioned method is based on a very efficient and quick micro-column separation step, followed by diazo reaction in well standardized conditions; therefore, it appears to fulfil the requirements for a sufficiently practicable, and accurate analytical technique. Comparison of the method (y-axis) with the dry-film based Ektachem 700 system (x-axis) on the sera of 51 patients is shown in Fig. 1 . Linear regression/correlation analysis gave: y=O·9Ox+9·8; Syx= 12'4; r = O' 933. When results were expressed as percentage of total bilirubin concentration, the regression improved (y=O'97x+4'8) but the correlation worsened (Syx = 4·9; r = O'890), this suggesting possible calibration problems as a cause for discrepancies.
